There is growing evidence that the metabolic network is an integral regulator of cellular physiology. Dynamic changes in metabolite concentrations, metabolic flux, or network topology act as reporters of biological or environmental signals, and are required for the cell to trigger an appropriate biological reaction. Changes in the metabolic network are recognized by specific sensory macromolecules and translated into a transcriptional or translational response. The protein family of sirtuins, discovered more than 30 years ago as regulators of silent chromatin, seems to fulfill the role of a metabolic sensor during aging and conditions of caloric restriction. The archetypal sirtuin, yeast silent information regulator2 (SIR2), is an NAD + dependent protein deacetylase that interacts with metabolic enzymes glyceraldehyde-3-phosphate dehydrogenase and alcohol dehydrogenase, as well as enzymes involved in NAD(H) synthesis, that provide or deprive NAD + in its close proximity. This influences sirtuin activity, and facilitates a dynamic response of the metabolic network to changes in metabolism with effects on physiology and aging.The molecular network downstream Sir2, however, is complex. In just two orders, Sir2's metabolism related interactions span half of the yeast proteome, and are connected with virtually every physiological process.Thus, although it is fundamental to analyze single molecular mechanisms, it is at the same time crucial to consider this genome-scale complexity when correlating single molecular events with complex phenotypes such as aging, cell growth, or stress resistance.
ROBUSTNESS AND SENSING OF THE METABOLIC NETWORK
Metabolite concentrations are driving forces for enzymatic reactions (Bruice, 2002) , which implies that there is evolutionary pressure to keep them in a narrow, controlled range. Indeed, intracellular metabolite concentrations are extraordinarily robust against external as well as genetic perturbations Ishii et al., 2007) . Important for this robustness is a modular structure of the metabolic network. Modularity of substructures grants network stability, as perturbations may affect the module but not necessarily the flux of the entire system (Parter et al., 2007; Kreimer et al., 2008) . Indeed, system-wide consequences on metabolite concentration levels are virtually limited to perturbations that affect common, network-interconnecting metabolic co-factors (i.e., ATP, SAM, or NADH; Blank et al., 2005; Kuepfer et al., 2005) .
Maintaining metabolite concentrations requires molecular sensing and monitoring of the network, which occurs both at the level of (a) concentration and (b) metabolic flux (Grüning et al., 2010; Heinemann and Sauer, 2010 ). An illustrative example for network regulation at the concentration level is purine biosynthesis. Two intermediates, 5 -phosphoribosyl-5-amino-4-imidazole carboxamide (AICAR) and succinyl-AICAR (S-AICAR), bind to the transcription factors Pho2, Pho4, and Bas1. An increase in their concentration induces dimerization of these transcription factors and triggers expression of genes involved in their own biosynthesis (Pinson et al., 2009 ). This feed-forward mechanism may be required to react appropriately to energy shortage; it may allow the cell to decipher if rapid proliferation or starvation is the reason for the energy shortage.
AICAR and S-AICAR represent so called reporter metabolites, metabolites whose concentration controls a transcriptional response, or in the original definition, metabolic intermediates that are surrounded by transcriptional changes (Patil and Nielsen, 2005; Cakir et al., 2006) The TOR pathway also contains an example of the second considerably less understood type of metabolite control, that of flux-based monitoring of the metabolic network. In mammalian cells the mTOR interactor Rheb is bound to the glycolytic enzyme glyceraldehyde-3-phosphate dehydrogenase (GAPDH). Under low glucose conditions, GAPDH prevents Rheb from binding to mTOR and thereby inhibits mTORC1 signaling. High glycolytic flux suppresses the interaction between GAPDH and Rheb and thus allows Rheb to activate TOR signaling (Lee et al., 2009 ).
THE METABOLIC NETWORK AND THE AGING PROCESS
These systems of metabolome regulation play important roles during the aging process. Metabolism is regarded as a cause of aging, as it is responsible for the increase in molecular and cellular damage observed in senescent cells. Although it is clear that the damage on macromolecules contributes to cell death and apoptosis and is www.frontiersin.org age dependent, it is subject to ongoing debate if this damage is indeed the basis, or rather a consequence of the aging process, or both (Muller et al., 2007; Blagosklonny, 2008; Gruber et al., 2008; Blagosklonny and Hall, 2009) .
Yeast aging research distinguishes between replicative and chronological aging. The first measure, also called mother cellspecific aging, describes how many cell cycles a yeast cell completes before senescence, or in other words, how many daughters bud from each mother (Mortimer and Johnston, 1959) . The second, termed "chronological aging," defines how long a yeast culture endures at 30˚C in a non-dividing state (Fabrizio and Longo, 2003) , or in its special case of "hibernating lifespan," at 4˚C (Postma et al., 2009 ). Although it is in general assumed that replicative aging shares more features with the aging process in humans (Laun et al., 2006) , both measures depend on the metabolic network. The accumulation of oxidatively damaged proteins during both chronological and replicative aging is undisputed, however, at the same time there exist several yeast mutants which are strongly oxidant resistant, but show massively shortened lifespans [such as peroxiredoxin tsa1-B7 ; Timmermann et al., 2010 , or triosephosphate isomerase (tpi1) mutants; Ralser et al., 2007) . This indicated that the intense relationship between oxidative damage and aging is rather complex, as it is the function of sirtuins, as discussed below.
Among oxidizing molecules that originate in biosynthetic mechanisms, research predominantly focused on reactive oxygen species (ROS). A major source of ROS in the cell is superoxide (O 2 ·− ), which leaks from complex III and complex I (in yeast only complex III, as it lacks complex I) of the mitochondrial respiratory chain (Cadenas and Davies, 2000; Breitenbach et al., 2012) . In fact, superoxide production is quantitatively quite significant, as 1-2% of consumed oxygen is interconverted into this agent (Cadenas and Davies, 2000) . However, there are other important sources of ROS, such as the mitochondrial external NADH dehydrogenases Nde1, Nde2 and the mitochondrial internal NADH dehydrogenase Ndi1, which feed the respiratory chain without proton pumping (Luttik et al., 1998; Li et al., 2006) , or the degradation of fatty acids (Martin et al., 2007) . Moreover, other oxidizing agents, such as reactive nitrogen species (RNS) also contribute significantly to macromolecular damage (Novo and Parola, 2008) . Although RNS are less well studied in yeast than in plants or mammals, they seem to play a role in the yeast aging process, at least it was reported that they accumulate in senescent RAS mutants (Wilhelm et al., 2006) .
Production of these oxidizing agents is a natural, inevitable consequence of metabolic activity. In young and healthy cells, natural ROS production is unproblematic as all living cells are evolutionarily adapted and are able to clear this ROS through a series of enzymatic and non-enzymatic antioxidant systems (Sies, 1997; Cadenas and Davies, 2000) . These stabilize ROS levels; for instance, respiring and non-respiring yeast cells possess the same levels of superoxide and hydrogen peroxide . The in quantitative terms most important (but not the only) redox buffer is the glutathione system (Meister and Anderson, 1983; Grant et al., 1996) . Glutathione, a cysteine containing tri-peptide of non-ribosomal origin, clears ROS by being oxidized. The oxidized form is then recycled by glutathione reductase, an enzyme which restores GSH under NADPH consumption (Massey and Williams, 1965) . Regulation of the NADPH supply is critical for this process. This metabolite is consumed in large amounts under oxidative stress conditions, but cannot be provided in large excess, as this would shift the redox balance toward reduction ("reductive stress"), which is another pathogenic situation (Rajasekaran et al., 2007; Brandes et al., 2009) .
The dynamic increase in NADP + reduction during oxidative stress has largely been attributed to increased activity of the pentose phosphate pathway (PPP), a catabolic carbohydrate pathway alternative to glycolysis (Wamelink et al., 2008) . Although other cellular reactions are capable of maintaining a normal NADPH/NADP + ratio under anaerobic growth conditions, they fail to do so upon contact with an oxidant or when they respire at high rates. A H 2 O 2 treatment of zwf1Δ yeast -lacking the first NADP + reducing enzyme of the PPP (glucose 6 phosphate dehydrogenase Zwf1) -causes an immediate collapse of the NADPH/NADP + ratio resulting in massive cellular sensitivity to oxidants (Castegna et al., 2011) .
REGULATION OF DYNAMIC PPP ACTIVATION
The dynamic activation of the PPP is a vivid example for the adaptation of the metabolic network to changing environmental conditions. Upon the addition of an oxidant, PPP activity is increased in temporally discrete steps. This regulation involves both the transcriptome and metabolome level, beginning with the latter (Larochelle et al., 2006; Chechik et al., 2008; Ralser et al., 2009a) . In addition, glycolysis and the PPP are self-adapting to prevent oxidative stress when cells switch from anaerobic to oxidative metabolism. Low activity of yeast pyruvate kinase [PYK ; an enzyme which catalyzes the last glycolytic step converting phosphoenol-pyruvate (PEP) to pyruvate] in respiring cells causes accumulation of its substrate PEP. PEP in turn acts as feedback inhibitor of triosephosphate isomerase (Tpi1). The resultant block in glycolysis drives flux into the PPP . This mechanism helps to balance the increased ROS production during oxidative metabolism, and keeps the ROS level similar to that of non-respiring cells. However, interruption of this feedback circuit makes cells vulnerable to oxidative stress: when respiration is induced in zwf1Δ yeast, ROS accumulate, and damage macromolecules and organelles by oxidation . Recently, it has become clear that this mechanism is conserved in mammalian cells, and might explain central features of the Warburg effect, which is a decrease in oxidative respiration during cancer formation (Warburg, 1956) . Also cancer cells suffer from oxidative damage, and redirect the metabolic flux via PYK for inducing ROS clearance (Anastasiou et al., 2011; Grüning and Ralser, 2011) .
THE DISCOVERY OF YEAST SIRTUINS
The metabolic shift from glycolysis to the PPP is one of the best studied examples, where a metabolic re-configuration induces adaptation of the transcriptome, and the glycolysis/PPP transition functions as a "metabolic signaling cascade" induced under oxidative stress (Kruger et al., 2011) . The response in the transcriptome points to the existence of regulating macromolecules that detect these changes in metabolic activity and translate this information into a transcriptional response. Sirtuins are such proteins, they react to changes in metabolic activity and are closely connected with metabolites and enzymes of glycolysis.
The papers dealing with the sirtuin protein family recently exceeded 2200. The authors who first discovered the Saccharomyces cerevisiae SIR2 gene, from which the name, sirtuin is derived, certainly could not have dreamed that their discovery would within just a few decades lead to such an enormous "gene rush" in the scientific community around the world. For the most part, this development is caused by the association of sirtuins in the aging process. However, the exact nature of this connection is still unclear, and the debate about whether or not the sirtuins are part of a public mechanism of aging (term meaning cross-species aging mechanism; Martin et al., 1996) is still ongoing. Prominently, the involvement of sirtuins in caloric restriction (also called "calorie restriction" or "dietary restriction") intervention in the aging process is central to this debate, as it is the mechanism of action of resveratrol, a plant stilbene which was believed to extend S. cerevisiae replicative lifespan though activating Sir2 (Lin et al., 2000 ; not further discussed in this review).
The SIR (silent information regulator) mutants and genes were discovered by Rine et al. (1979) . Four different complementation groups of unlinked recessive yeast mutations were found that all led to the same phenotype: the mutants were extragenic suppressors of the matα1-5 mutation. The suppressor mutation caused cells to regain functional MATα genetic information and to mate again normally. This effect was completely dependent on the presence of MATα genetic information at the distant HML locus near the left telomere of chromosome III. Viewed from 2012, it is not surprising that the sir mutations were shown to influence not only mating, but also sporulation efficiency. Herskowitz and many others have established that mating of alpha strains needs the functional gene product Matα1 and sporulation requires the functional gene products Mata1 and Matα2. In most laboratory strains, the HML locus near the left telomere of chromosome III contains functional but silent copies of the alpha1 and alpha2 genes, while the HMR locus located near the right telomer of chromosome III, contains functional but silent copies of the a1 and a2 genes. The first identified mutant sir allele (sir1-1) suppressed all known mating deficient and sporulation-deficient mutations located in the mating type locus. All four SIR genes are needed independently for transcriptional repression of HML and HMR. Importantly, it was later shown (Moazed et al., 1997; Liou et al., 2005 ) that three of the four Sir proteins (Sir2/Sir3/Sir4) form a tight heteromeric complex in vitro; Sir1 is not part of this complex. (Please see Huang, 2002 ; for a Review of proteins that are needed for silencing and for the pleiotropic functions of Sir2).
We know that the sir mutations relieve the transcriptional repression of genetic information at HML and HMR, and from work in the ensuing decades that the Sir gene products bind to controlling segments in the DNA of HML and HMR, and are part of the chromatin at those loci. In addition, the Sir proteins are found at telomeres of all chromosomes and at the rDNA locus on chromosome XII (Strahl-Bolsinger et al., 1997; Mekhail and Moazed, 2010) . The mutations were found at the time to have no other phenotypes apart form silent mating type information expression. Herskowitz and Oshima (1981) wrote that "it is clear that sir mutants are not grossly pleiotropic." This statement is no longer true, as will be discussed below.
It was shown that Sir proteins interact genetically with histone H4, indicating that transcriptional silencing includes H4 modification and that co-operation of H4 with Sir2 is needed for silencing (Imai et al., 2000) . The first hint of a special role for Sir2 that differs from the other three Sir proteins came from the work of EastonEsposito and her colleagues (Gottlieb and Esposito, 1989; Fritze et al., 1997) . They showed that Sir2 (but not Sir 1, Sir3, or Sir4) suppresses non-allelic recombination between the tandem copies of rDNA on chromosome XII. The authors concluded that Sir2 is a limiting component required for chromatin modeling at the rDNA locus. This was a very important step toward our present understanding of Sir2. Guarente (1999) reviewed the role of the Sir proteins in silencing, chromatin organization at telomers, silent mating type loci, the NOR (nucleolar organizer), in repair of double strand breaks, recombination, cell cycle regulation, and mother cell-specific aging.
THE DISCOVERY OF Sir2'S ROLE IN AGING AND THE METABOLIC NETWORK
Among other groups, the lab of Guarente (1999) started work on yeast mother cell-specific aging in the 1990s. While it is to the present day, for technical reasons, not possible to directly select for replicatively long-lived yeast mutants, several indirect protocols for mutation isolation have been used. After conventional chemical mutagenesis of haploid yeast cells and applying starvation stress, replicatively long-lived mutants were isolated among the survivors of extended periods of starvation (Kennedy et al., 1995) . One of them was located within SIR4 and was shown to be a "semi-dominant" missense mutation. This led to the possibility that the Sir complex could have a special role in replicative aging. Consequently, all components of this complex were tested for aging phenotypes . It was shown that yeast replicative lifespan depended on the presence of SIR2, SIR3, and SIR4, but not on SIR1. Again, SIR2 was shown to have a special role that is slightly different from that of SIR3 and SIR4. Comparing the deletion mutants of the three genes (sir2Δ, sir3Δ, and sir4Δ) it appears that sir2Δ had the largest effect (−50%). Conversely, overexpression constructs increased lifespan, again with Sir2 overexpression having the largest effect. It appeared that the effects of sir3Δ and sir4Δ could be fully compensated by deleting HMLα in the used haploid MAT a strain, while the same effect was not seen in sir2Δ yeast . The authors explained these results with Sir2-triggered repression of minicircles (ERCs), formed by non-allelic recombination of the tandem repeated copies of rDNA in the NOR on chromosome XII. These minicircles behave like non-centromeric plasmids, therefore accumulate in mother cells but are very inefficiently transmitted to daughter cells. In the mother cells, they can become so abundant with replicative age that either the sheer mass of the circular DNA may have an adverse effect on the cells (Sinclair and Guarente, 1997) or they may titrate away the Sir2 which is then limiting for the other important functions like silencing of HML and HMR. This most likely contributes to the observed mating defect of old haploid mother cells. Other functions compromised in these cells are binding and silencing to telomeres and adjacent chromosomal regions, affecting among other things unwanted non-homologous end-joining (NHEJ), perhaps leading to replication problems and www.frontiersin.org genome instability in the old mother cells (Gottschling, 2000; McMurray and Gottschling, 2004) . FOrk Blocking less 1 (Fob1) is a non-essential recombination factor needed for keeping the sequences of the rDNA repeat units constant. Preventing the formation of minicircles by deleting fob1, increases the replicative lifespan of yeast by about 6 generations (Defossez et al., 1999) . However, the SIR mutations (in particular sir2Δ) have effects on lifespan even in the absence of minicircles, and the gain in lifespan in fob1Δ strains is relatively small (Defossez et al., 1998; Borghouts et al., 2004; Heeren et al., 2009 ). This underlines the fact that replicative aging of yeast and aging in general is a very multicausal process and depends not only on the genetic makeup of the cell but also on many external conditions. Thus, there is no single and "most important" mechanism of aging.
Minicircles have been described only in the yeast S. cerevisiae and its close relatives, but not in the other eukaryotic model systems of aging, Drosophila melanogaster, Caenorhabditis elegans, and Mus musculus. We therefore call minicircles a "private mechanism of aging" (the term meaning species-specific going back to Martin, 1997) . However, in the non-yeast model systems of aging, the SIR2 gene and its protein family does exist and is even split into a number of paralogs (i.e., seven in humans) some of which are essential for life in mammals (McBurney et al., 2003; Chen et al., 2005) .
Despite the absence of minicircles, lifespan extending properties for Sir2 homologs have been reported for C. elegans and D. melanogaster. However, recently, these studies received a serious setback as these lifespan phenotypes were lost by out-crossing the Sir2 overexpression alleles (Burnett et al., 2011) , or at least, were overestimated in one original report (Tissenbaum and Guarente, 2001 ) due to co-segregation of an unlinked second mutation which alters lifespan as well (Viswanathan and Guarente, 2011) . We think that the question of sirtuins involvement in lifespan extension in non-yeast species is undecided at present. The careful genetic crosses of Burnett et al. above everything show one fact: due to the extreme (and not fully analyzed) pleiotropy and the large number of target genes of the deacetylase Sir2, it is extremely important to investigate co-segregation of the aging phenotype with the overexpression mutation to determine hidden factors in the genetic background.
The situation is also different for the involvement of Sir2 in the second measure of yeast aging, chronological lifespan. This measure is quite different to replicative aging as it describes the survival of a stationary yeast population rather then the survival of an individual cell. Indeed, gene sets which extend replicative, chronological, and also hibernating lifespan are only marginally overlapping (Laun et al., 2006; Postma et al., 2009) . Nonetheless, systematic analysis of chronological aging led to the discovery of aging factors conserved from yeast to mammals, including the TOR pathway (Fabrizio and Longo, 2003; Powers et al., 2006) . Sir2 has however shortening effects on this measure: Lack of Sir2 along with calorie restriction and/or mutations in the yeast AKT homolog, Sch9, or Ras pathways caused a dramatic chronological lifespan extension (Fabrizio et al., 2005) .
Irrespective of this debate, studies on Sir2's involvement in the aging process stimulated a massive amount of research on Sirtuins and improved our understanding of their regulatory potential in humans. In animal species SIRT1 shows the highest degree of sequence similarity with yeast Sir2, and displayed aging-related physiological effects in spite of the absence of ERCs (Tissenbaum and Guarente, 2001; Rogina and Helfand, 2004; Chen et al., 2005; Herranz and Serrano, 2010) . These effects were explained by the high number and great variety of protein targets of Sir2 deacetylase activity (Westphal et al., 2007) . In mammals, considering the targets that have so far been discovered, they connect sirtuins activity to metabolic regulation, stress resistance and diseases of old age like diabetes and cancer.
ASYMMETRIC SEGREGATION, CALORIC RESTRICTION AND Sir2
The literature on Sir2 homologs and aging is closely interrelated with (i) asymmetric segregation, and (ii) caloric restriction. These seem to be unrelated processes from the mechanistic point of view, but both protect cells from oxidative damage.
Asymmetric segregation in yeast S. cerevisiae was found in aged mother cells that retain oxidatively damaged proteins; daughter cells are formed from a fresh set of proteins. This is Sir2 dependent; sir2Δ mothers are unable to protect their daughters from the transmission of damaged proteins during cytokinesis (Aguilaniu et al., 2003) . Thus, sir2Δ daughters suffer much earlier from molecular damage as do wild-type cells.
It is not yet clear if Sir2 homologs play a similar role in other species. Thus, it cannot be excluded that Sir2's modulation of asymmetric segregation is again a yeast's private mechanism of aging. In contrast, however, the second treatment associated with Sir2's anti aging effects, caloric restriction, has been found to increase lifespan and improve health in all tested species from yeast to humans (Sohal and Weindruch, 1996) . Deleting or downregulating the respective Sir2 homologous gene in the aforementioned species abrogates effects of caloric restriction on lifespan and on the preventive effect of caloric restriction on diseases of aging, like diabetes (Chen et al., 2005; Lamming et al., 2005; Qiu et al., 2010a) . However, the question of whether the yeast SIR2 gene is needed for the increase the replicative lifespan by a reduction of glucose is an open one till the present day. One laboratory maintains that the effect of this mild CR is effective independently of Sir2, and is in the absence of Sir2 dependent on Hst2, a Sir2 paralog (Lamming et al., 2004 (Lamming et al., , 2005 Smith et al., 2007) . The HST2 gene is a member of a small family of four yeast genes which is highly homologous and functionally related to Sir2 (Derbyshire et al., 1996) . However, another laboratory insists that life span extension by CR is strictly dependent on the presence of the SIR2 gene (Lin et al., 2000) .
METABOLIC EFFECTS OF CALORIC RESTRICTION IN YEAST
This lifespan extension in regard to Sir2 has been studied by reducing glucose concentration from the usual 2% to the lower 0.5% in S. cerevisiae media (Lin et al., 2000) . Although this treatment is referred as caloric restriction, it is -if any -a mild form of it, and it is worth speculating that 0.5% glucose may closer resemble the nutrient availability in the yeast's natural environment. Interestingly, it was described that an induction of respiration is required for the lifespan extending effects of a growth on 0.5% glucose, and that Sir2 is involved in this process (Lin et al., 2002) . Importantly, S. cerevisiae is a"Crabtree"positive yeast: high glucose concentrations (but not other carbon sources such as galactose, raffinose or glycerol) repress S. cerevisiae respiration. Analyzing chronological lifespan, it was shown that in contrast to glucose, inducing CR by reducing the content of galactose, raffinose, or glycerol plus ethanol did not enhance lifespan. Moreover, the lifespan extending effects of diminished glucose concentration were not observed in the Crabtree negative yeast Kluyveromyces lactis (Oliveira et al., 2008) . In this context, it is worth to mention that yeast strains with extended hibernating lifespan (mutants that survived 5 years in the cold room) contain a high number of strains which cannot survive without respiratory activity (Postma et al., 2009) . Moreover, when respiration was induced by PYK or by shifting to galactose, yeast cells developed a strong increase in resistance to different oxidants , but in the Crabtree negative K. lactis, limitation of glucose supply did not protect against ROS as it does in S. cerevisiae (Oliveira et al., 2008) . Recently, also nitric oxide (NO) production was associated with these lifespan extending effects of low glucose levels. A reduction of glucose concentration induces S. cerevisiae NO production; and NO donors such as GSNO (S-nitrosoglutathione) were sufficient to extend lifespan (Li et al., 2011) . Thus, it is conceivable that the lifespan extending effects of reducing glucose to 0.5% result from circumventing glucose repression causing an activation of mitochondrial metabolism, respiration, and the cellular antioxidant machinery.
Additionally, the nutrient-responsive signaling kinase TOR (target of rapamycin), and the concentrations of NAD + play a role in this process. Although it was reported that tor1 mutants have an increased lifespan independently from Sir2 activity (Kaeberlein et al., 2005) , other results supported the notion that the TOR mediated lifespan extension is a direct result of enhanced NAD + salvage pathway activity and Sir2 targeting (Silva et al., 2009) . It was shown that rapamycin and nitrogen starvation leads to enhanced Sir2 association with rDNA via the inhibition of TOR complex 1 (TORC1; Ha and Huh, 2011) . To undergo these reactions, Sir2 required the salvage pathway Nicotinamidase Pnc1 and Net1, the core subunit of the RENT complex, indicating that TORC1 activity results in increased silencing of RNA polymerase genes at rDNA loci, enhanced histone deacetylation and reduced homologous recombination at rDNA repeats. This allowed to conclude on a lowered number of ERCs as basis for this lifespan extension (Ha and Huh, 2011) . Indeed, NAD + and nicotinamide are directly involved in the functional activity of Sir2 in relation to the metabolic network.
THE ENZYMATIC FUNCTION OF Sir2 AND LINKS TO THE METABOLIC NETWORK
Sir2 has deacetylase and ADP-ribosyl-transferase activity, both of which are required for deacetylating proteins. Sir2 catalyzes a NAD + -dependent ε-N -acetyl-lysine deacetylation from proteins (including histones, class III HDACs), resulting in deacetylated protein, nicotinamide, and the molecule 2 O-acetyl-ADP-ribose (OAADPR; Moazed, 2001; Jackson and Denu, 2002) . It is an open field of research if Sir2 can for this reason sense the NAD + /NADH ratio (Yu and Auwerx, 2009; ). First Sir2 activity may be directly regulated by changes in the cellular redox potential. This notion is perhaps naïve, as the main determinant of the redox potential of the cell is the glutathione redox couple according to the Nernst equation. The measured changes in NAD + /NADH ratio during CR have only minor influence on this measure (Schafer and Buettner, 2001) . In this line, Anderson et al. (2003) showed that reducing the glucose intake decreases nuclear NAD + levels in vivo, but that yeast Sir2 as well as its mammalian homolog SirT1 are not affected by this alteration in NAD + /NADH ratios.
These assumptions however require a more differentiated elaboration as the overall redox state measure does not necessarily reflect the cofactor presence in the protein's microenvironment. A significant part of NAD + is protein bound, as it is presumably Sir2, and therefore protein complexes may feed Sir2 directly with its cofactor. Recently, Sir2 was the basis for several genome-scale screens to identify genetic and physical interactors. These include a genome-wide screen to identify anti-silencer factors (Raisner and Madhani, 2008) , and proteomic analyses that use methods of label-free protein quantification (Rye et al., 2011) . Together with other genes identified in earlier targeted and untargeted screens, they form a large network which is indicative of the global function of Sir2. Based on the information stored in the BioGrid database as of December 2011 (Stark et al., 2006) , we generated a metabolismcentric protein interaction network for Sir2 (Figure 1) . This network contains all direct genetic and physical interaction partners of the enzyme, and interactors that are associated with the gene ontology (GO) term "metabolism" or "carbohydrate metabolism" are highlighted. These two GO terms have been assigned to 40 genes out of the total 84 annotated Sir2 interactors ( Figure 1A) . To illustrate the large interconnectivity that comes with these 40 genes, the network was expanded with their direct interactors, which yielded a "metabolism-centric" Sir2 interactions network ( Figure 1B) . The inclusion of the second order Sir2 interactors considerably increased the network and its interconnectivity; the network is formed of 2888 vertices interconnected by 5566 edges. Thus, in just two steps, the metabolic interaction network of Sir2 interconnects half of the yeast proteome.
Sir2 INTERACTING ENZYMES WHICH GENERATE NAD + IN CLOSE PROXIMITY MODULATE ITS BIOLOGICAL FUNCTION
In Table A1 in Appendix we list the genes of the direct (first order) interactors of Sir2, and their associated GO terms. Interestingly, this list contains three proteins that are among the major NADH/NAD + consumers of the cell. Two of them -alcohol dehydrogenase Adh1 and the predominant yeast GAPDH Tdh3 -are found in physical complex with Sir2 (Gavin et al., 2002) . In both cases, low-scale genetic interaction studies confirmed that they influence the biological activity of Sir2 (Figure 2) . The first protein, the predominant yeast GAPDH Tdh3, is a central enzyme of glycolysis and reduces NAD + to NADH in its catabolic role, but oxidizes NADH in its gluconeogenetic function (Tristan et al., 2011) . A genetic screen conducted in the lab of Scott Holmes revealed that overexpression of Tdh3 rescues lethality caused by GAL1-promoter driven overexpression of Sir2, indicating a modulation of Sir2 activity by yeast GAPDH (Matecic et al., 2002) . Later, our investigations revealed that overexpression of Tdh3 and E. coli GAPDH increases the rate of mitotic recombination in a Sir2 dependent manner (Ralser et al., 2009b) . This phenotype was dependent on the catalytic activity of Sir2, and, interestingly, a www.frontiersin.org This network containing first and second order metabolism related Sir2 interactors interconnects with 2888 vertices half of the yeast proteome. We apologize that due to this complexity, not all genes names may be readable. (A,B) Physical-and genetic-interactors for Sir2 were obtained from the BioGrid database as of December 2011 and illustrated with OSPrey (Stark et al., 2006) . function of metabolic activity: The recombination frequency in yeast overexpressing Tdh3 increased from 3 times over wild-type to more than 10 times in exponential batch cultures, the condition that exhibits the highest glycolytic flux (Ralser et al., 2009b) .
Similar observations were made with alcohol dehydrogenase ADH1, another component of the Sir2 protein complex (Gavin et al., 2002 ; Figure 2B ). Adh1 catalyzes the conversion of acetaldehyde to ethanol, regenerating NAD + . Overexpression of the Adh1 enzyme increased both the NAD + /NADH ratio and the activity of Sir2. Moreover, this treatment caused a 30% extension in yeast replicative life span (Reverter-Branchat et al., 2007) . Thus, it is conceivable that in the close proximity within a protein complex, metabolic enzymes GAPDH (Tdh3) and alcohol dehydrogenase (Adh1) provide or deprive NAD + that is used by Sir2. As the catalytic reactions catalyzed by Tdh3 and Adh1 are reversible, this catabolic function does not only rely on the overall metabolic flux, but also on the reaction equilibrium in the microenvironment: these enzyme may provide or metabolize NAD + dependent on their localization.
The situation of the third metabolic enzyme, malate dehydrogenase Mdh1 is different, as it localizes to mitochondria, were, to our knowledge, yeast Sir2 is not localized (Blander and Guarente, 2004) Mdh1p, is involved in the citrate cycle and component of the malate-aspartate NADH shuttle. However, it has been reported that Mdh1 is over-expressed under conditions of calorie restriction , and that ectopic overexpression of Mdh1 causes extension of replicative lifespan. Remarkably, this lifespan extension was Sir2 dependent (Easlon et al., 2008) . Although these proteins do not colocalize, they are part of a heavily interconnected interaction sub-network involving proteins Sir2, Mdh1, Rad53, Aat1, Fob1, and Hst1 ( Figure 2C) . Thus, although physical association of the two proteins may be unlikely as they predominantly localize to different compartments, they are involved in a network of close genetic interactions, and their interplay is involved in yeast replicative lifespan. Nonetheless, it remains possible that either Sir2 or Mdh1 do co-localize under conditions which have not yet been defined. Metabolic regulation by Sir2 has been associated with NAD(H) biosynthesis and salvage pathways. These differ in some, but important, enzymatic steps among the eukaryotic lineage. While mammals prevalently use nicotinamide as the main NAD + source, single-cellular eukaryotes like S. cerevisiae have focused on utilizing tryptophan and nicotinic acid as precursors for NAD(H) biosynthesis (Rongvaux et al., 2003) . Due to the lack of a homolog to the mammalian Nicotinamide phosphoribosyltransferase (NAMPT) enzyme, the budding yeast is unable to synthesize NAD(H) directly from the precursor nicotinamide. Hence, nicotinamide gets converted to nicotinic acid, a substrate used by Npt1 (nicotinic acid phosphoribosyltransferase), to produce nicotinic acid mononucleotide (NaMN). This metabolite is further converted to NAD + by two additional enzymatic steps involving Nma1/Nma2 that generate deamido-NAD, and Qns1, which generates NAD + from deamido-NAD (Rongvaux et al., 2003) . Although S. cerevisiae does not possess NAMPT or nicotinamide mononucleotide (NMN), it was shown that components of the NAD + biosynthesis and salvage pathways interact with Sir2 (Gallo et al., 2004) .
Interestingly, also the quite recently discovered nicotinamide riboside salvage pathway is involved in the regulation of Sir2, and affects replicative lifespan. The eukaryotic nicotinamide riboside kinase (Nrk) converts nicotinamide riboside to NAD + by phosphorylation and adenylylation (Tempel et al., 2007) . This pathway promoted Sir2 dependent repression of recombination, improved gene silencing, and extended lifespan without calorie restriction, but was dependent on the rate of NAD + synthesis .
In general, this close association with central metabolic pathways seem to be specific for Sir2. In Figure 3 , we illustrate the interaction network of SIR2 and its homologous genes HST1-4. Although they are closely interconnected, the common interactors with a GO annotation metabolism have been associated with assembly or disassembly of the chromatin and, rather then with energy or intermediate-yielding metabolic pathways.
Sir2 CATALYZED CLEAVAGE OF NAD + AS REGULATORY METABOLIC REACTION
Another interesting, but still in its entire magnitude elusive mechanism in metabolic regulation concerns the putative signaling function of the cleavage products of NAD + (Lu and Lin, 2010; Qiu et al., 2010b) . These are formed when Sir2 is active as a protein deacetylase. At low efficiency, the ADP ribose moiety can be transferred to the protein substrates like histone H4, but the majority yields nicotinamide and a unique metabolite, 2 O-acetyl-ADPribose (OAADPR; Imai et al., 2000; Tanner et al., 2000; Moazed, 2001; Tanny and Moazed, 2001; Bitterman et al., 2002; Jackson and Denu, 2002) . There is experimental evidence that OAADPR represents a reporter metabolite with signaling function (Borra et al., Stark et al., 2006) . Genes associated with GO terms metabolism are highlighted in blue, those for carbon metabolism in pink.
Sir2 has the highest number of metabolism related interactors. Moreover, metabolism related HST1-4 interactors predominantly contain proteins involved in assembly, disassembly and repair of chromatin and DNA, rather then enzymes of primary and intermediary metabolism. (See Table A1 in Appendix for GO terms associated with Sir2 interactors).
2002). In yeast, where NAD + is concentrated is the millimolar range, OAADPR levels of 0.5 μM have been detected . Furthermore, provided strong evidence that SIR2 and its paralogous genes are the only source of this molecule in yeast, and that the Nudix hydrolase Ysa1 is involved in its degradation in vivo.
OAADPR has biological activity, although its exact molecular function remains elusive. Microinjection of OAADPR blocked oocyte maturation and cell division in Asterina miniata (Borra et al., 2002) . Additional in vitro studies demonstrated that OAADPR binds to the cation channel TRPM2 (Grubisha et al., 2006) and the histone variant histone macroH2A1.1 (Kustatscher et al., 2005; Tong and Denu, 2010) . Moreover, OAADPR promotes the association of multiple copies of Sir3 with Sir2/Sir4 and induces a structural rearrangement in the SIR complex (Liou et al., 2005) . These studies suggest OAADPR functions as a signaling molecule and second messenger; however, there is a paucity of information that directly links cellular OAADPR with sirtuin functions.
More details are known about the second molecule, nicotinamide, which is a precursor of nicotinic acid (niacin/vitamin B3). Nicotinamide acts as inhibitor of Sir2. First, it had been reported that yeast silencing, rDNA recombination, and replicative lifespan in sir2Δ yeast depend on nicotinamide concentration (Bitterman et al., 2002) . Then, it was demonstrated that the endogenous level of nicotinamide limits Sir2 activity in wild-type yeast cells, and that this property can be antagonized by isonicotinamide, which caused an increase in Sir2 deacetylation activity (Sauve et al., 2005) . This property may be explained by a Sir2 catalyzed transglycosidation reaction, were nicotinamide intercepts an ADP-ribosyl-enzyme-acetyl peptide intermediate regenerating NAD + (Jackson et al., 2003) . Thus, high deacetylase activity in the Sir2 microenvironment is likely prevented by efficient product inhibition of Sir2.
Taken together, the Sir2's catalytic activity interferes in multiple ways with cellular metabolism, and the other way around, changes in metabolism modulate Sir2 activity. The action of Sir2 through its deacetylase activity is better understood, but also the indirect action of Sir2 through its catabolic products OAADPR and nicotinamide seems of high biological relevance. The analysis of the latter under in vivo conditions is very challenging, as it induces a very complex biological response, which demands for further intensive research both at the molecular/biochemical as well as at the systems biology level.
SUMMARY AND CONCLUSION
Stability and dynamics of metabolic networks require the interaction of the small molecule world with the genome and proteome. Sirtuins, at the forefront its founding member Sir2, belong to proteins which fulfill this function in a broad context. They interact with metabolites, proteins and nucleic acids, and spread metabolic signals through these molecular universes. However the complexity of these networks and their interconnectivity makes it difficult to associate unique molecular mechanisms with complex phenotypes such as an extended lifespan. Therefore, there remain several questions to be answered how Sir2 in yeast and the sirtuins in mammals regulate metabolism and thereby increase lifespan and cardiovascular health. Mechanistically, the function of Sir2 in increasing yeast replicative (but not chronological) lifespan is largely overlapping with caloric restriction, and is related to the activity and the stability of the metabolic network. Moreover, Sir2 is present in protein complexes containing major NAD + producing enzymes in the cell, indicating that this enzyme is supplied or deprived from NAD + in its microenvironment, dependent on the metabolic activity and flux. While these considerations are intuitively convincing, what is still needed and in most cases still missing, is a detailed chain of events based on biochemistry, which would explain the function of Sir2 and sirtuins in metabolic regulation and consequently in regulation of redox state, the aging process, and the diseases of aging like cancer, cardiovascular disease, and neurodegenerative disease.
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